described above suggest a similar secondary structure fold for procaspase-8 as observed for caspase-8 we substituted the pdb file computed in the first cycle of the CYANA calculation with a template pdb from caspase-8 (one monomer of 1QTN). Since the loops and the linker were expected to be different, they were excluded in the template pdb. An additional structure calculation using the final set of upper-distance restraints confirmed that the template structure did not bias the final outcome of the calculation, and that the NMR conformer ensemble reflects the conformational space solely sampled by experimental restraints. During the side chain assignment process we obtained assignment for side chains and side chain fragments, which were not sequentially assigned so far, mainly due to missing signals in the proton nitrogen correlation experiments described above. Furthermore, several glutamine residues showed shift ambiguities, which did not allow a precise sequential assignment. To identify the sequential and structural position of these residues they were defined as Proxy residues (Ab et al., 2006) . The work of Ab, et al. presented a proxy library containing shifts of amino acid fragments as well as some complete amino acids. We expanded this library to include proxies for all 20 amino acids. The structure calculation by CYANA suggested the positions of the defined proxy residues based mainly on NOE restrains. The correct position was manually verified and gave rise to assignments of nine additional residues. 
A) Inactive Monomeric PC8
The structure was determined in this paper.
B) Active Dimeric C8
TROSY spectrum at 700 MHz -240, 311-314, 353-356, 399-401, 466-469, 280-285) and α-helices (residues 267-276, 289-302, 333-337, 422-432, 439-446) were used for the superposition. c Loop 4 (405-414) and loop 5 (447-463) are not defined and excluded from the analysis.
Comparison of Single Chain and Two Chain F468A
The [ 15 N, 1 H]-HSQC spectra of F468A is highly similar to unprocessed procaspase-8. The vast majority of peaks are identical. Differences between the F468A mutant and the procaspase-8 C285A mutant (C360A according to numbering used in this work) are encountered in the region around the active site residue 360 (compare Fig. S1A and  S3A ). Peak positions of procaspase-8 do not match for peaks corresponding to residues Ala359 to Gln362. The peak belonging to Gln358 is slightly shifted and decreased in intensity indicating that it is mildly affected by the C285A mutation. In addition to single-chain F468A we measured the spectrum of cleaved F468A. The protein was generated by processing of labeled single-chain F468A using catalytic amounts of unlabelled active caspase-8. During purification the protein was refolded into its zymogen conformation and afterwards processed, mimicking the natural activation process of caspase-8. The spectrum for two-chain F468A is again highly similar to the ones obtained for procaspase-8 and single-chain F468A. Figures S2C to E expand a region of the [ 15 N, 1 H]-HSQC spectra of procaspase-8 and single as well as 2-chain F468A with the peaks for the linker residues annotated at positions observed in procaspase-8. Assignments belonging to non-linker residues are omitted for clarity. From these data we conclude that peaks belonging to the linker residues not excised during processing do not significantly change their positions, whereas peaks corresponding to the central ten amino acids disappear. This strongly suggests that in the absence of dimerization residues from the L2 and L2' loop do not change their conformation significantly upon cleavage.
